Case Report
caSe repOrt
A 31-year-old female complaining of gradually diminishing distant vision over the past 1 year was diagnosed as bilateral corneal dystrophy (gelatinous drop-like keratopathy) [ Figure 1a ] for which she underwent the right eye deep anterior lamellar keratoplasty (DALK). Patient's informed consent was obtained for the use of clinical data. Ethical clearance was not required. The graft was clear at 2 weeks' follow-up when she presented with sudden pain, redness and decreased vision in operated eye 8 weeks' postoperatively. We diagnosed total corneal melt in the right eye [ Figure 1b ]. Corneal scraping revealed Gram-positive cocci (GPC) in chains and clusters but no growth on culture. She was initially treated with bandage contact lens and empirically with intracameral ceftazidime and dexamethasone injections, followed by cefazolin, ofloxacin and atropine eye drops. However, she deteriorated rapidly and in 3 days, progressed to panophthalmitis, which required evisceration and the contents were sent for routine microbiological evaluation.
The samples were inoculated onto blood agar (BA) and chocolate agar (CA) and liquid media brain heart infusion (BHI), Robertson's cooked meat (RCM) and thioglycollate broth and Accurate identification of infectious pathogens is essential for appropriate management of ocular infections. Routine laboratory protocols typically support bacterial growth at 37°C. We report a case, wherein we serendipitously isolated Pseudomonas fluorescens -an organism that prefers lower temperatures for optimal growth (psychrophilic) in the environment -from eviscerated contents of an eye with total corneal melt. This case highlights the need for being vigilant for organisms with different temperature sensitivities in culture media than that found in routine protocols.
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10.4103/ijmm.IJMM_18_263 incubated at 37°C and in Sabouraud's dextrose agar (SDA) and potato dextrose agar (PDA), incubated at 26°C. The identification of any significant growth was done by standard biochemical tests, confirmed by VITEK 2 compact system and antibiotic susceptibility by Kirby-Bauer disc diffusion test. The growth was considered as significant according to any of the following criteria: (a) growth of the same organism on two or more media at site of inoculation, (b) growth of the same organism on culture as seen on direct smear and (c) confluent growth of organism on any solid media at site of inoculation.
Direct smear examination of the eviscerated contents showed GPC in clusters, which grew as significant Staphylococcus aureus, resistant to fluoroquinolones (ciprofloxacin, gatifloxacin, moxifloxacin and ofloxacin) but sensitive to amoxicillin-clavulanic acid, vancomycin, chloramphenicol and cefazolin. Surprisingly, a Gram-negative bacillus (GNB), which did not grow on any media incubated at 37°C (BA, CA, BHI and RCM) but grew on SDA and PDA at 26°C as confluent significant growth [ Figure 1c ]. It was identified as P. fluorescens [ Figure 1d ], sensitive to ciprofloxacin, gatifloxacin, ofloxacin, amikacin, intermediately sensitive to moxifloxacin and gentamycin, but resistant to chloramphenicol, imipenem, piperacillin-tazobactam, ceftazidime and colistin. Colistin was tested by Kirby-Bauer disc diffusion method, though the current recommendation is broth microdilution. To summarise, GPC was seen on direct smear of both corneal scraping and eviscerated contents and also had significant growth on culture from eviscerated contents, while GNB only grew as significant growth on culture from eviscerated contents but was not seen on any direct smears. The subculture of P. fluorescens on BA, CA and thioglycollate at 37°C failed to grow this bacillus, but parallel culture on these media at 26°C yielded confluent significant growth.
diScuSSiOn
Our case highlights the possibility of missing microbiological diagnosis of organisms that do not multiply at temperatures routinely used for bacterial isolation in the laboratory. We could isolate the organism as formed colonies in fungal culture media -SDA and PDA, which are routinely incubated at 26°C, probably due to its resistance to the anti-bacterial agents (chloramphenicol and gentamycin) used in these media. However, psychrophiles/psychrotrophs that are sensitive to these antibiotics will not grow in SDA/PDA and therefore elude microbiological diagnosis. Interestingly, we isolated a mesophile (S. aureus) and psychrophile (P. fluorescens) from the eviscerated contents. P. fluorescens, a known psychrophile with an optimum temperature of growth at (25°C-30°C), is also capable of growth at the human body temperature of 37°C and expresses its virulence factors. [3, 4] Ocular infection due to P. fluorescens has earlier been reported in some cases. [5] [6] [7] However, all these infections were sensitive to routine antibiotic therapy for Gram-negative bacteria. Our case was resistant to several higher-order antibiotics, which suggests increased virulence and therefore poor anatomical outcome in our patient.
Based on our findings, we suggest that intraocular infections that are either culture negative on routine microbiological evaluation, or the results do not corroborate with clinical findings, should be subjected to the additional bacterial culture at room temperature. This might uncover organisms that are preferentially psychrophilic or psychrotrophic and therefore evade detection on routine diagnosis.
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